Our methods were adapted from those of James et al. (4). The organisms were grown overnight at 37 C from a 1% (v/v) inoculum added to fresh Brain Heart Infusion broth containing 0.43 M NH4Cl and 0.5% additional glucose. The L-forms were harvested by centrifugation for 15 min at 5,860 X g and washed three times with physiological saline containing enough deoxyribonuclease to disperse clumps of the organisms. The saline-washed organisms were washed three times with distilled water by centrifugation for 30 min at 100,500 X g. The final pellet was lyophilized and weighed. After overnight chloroform-methanol (2:1) extraction, the solubilized lipids were separated from insoluble material by centrifugation, dried, and weighed. The chloroform-methanol-insoluble material was dried, weighed, and treated overnight at 37 C with phosphate-buffered saline (PBS, pH 7.5) containing trypsin (0.1 mg/ml). The trypsin-treated material was centrifuged for 10 min at 12,100 X g and washed three times with PBS and three times with distilled water. After the pellet was lyophilized and weighed, the material was treated twice at 170 C with formamide. After each treatment, the insoluble material was collected by centriugation for 30 min at 34,800 X g. For final gravimetric analysis, the formamide-insoluble material was washed three times with PBS and three times with distilled water, resuspended in distilled water, and transferred quantitatively to tared weighing vessels for gravimetric analysis.
Group A streptococcal L-forms have been shown by Edwards and Panos (2) to contain the nucleotide precursors for murein (mucopeptide) synthesis. Although unconfirmed chemically, the nucleotide precursors for murein were found by paper chromatography (King and Altenbern, unpublished data) in extracts from the stable L-form of Streptococcus faecium strain F24 (ATCC 19635). James, Hill, and Maxted (4) reported the isolation of murein from L-forms of S. pyogenes by a method utilizing hot formamide. This report described the chemical analyses of formamide-insoluble residues isolated from the S. faecium L-form. Our results differ from those of James et al. and suggest that murein is lacking in the enterococcal L-form.
Our methods were adapted from those of James et al. (4) . The organisms were grown overnight at 37 C from a 1% (v/v) inoculum added to fresh Brain Heart Infusion broth containing 0.43 M NH4Cl and 0.5% additional glucose. The L-forms were harvested by centrifugation for 15 min at 5,860 X g and washed three times with physiological saline containing enough deoxyribonuclease to disperse clumps of the organisms. The saline-washed organisms were washed three times with distilled water by centrifugation for 30 min at 100,500 X g. The final pellet was lyophilized and weighed. After overnight chloroform-methanol (2:1) extraction, the solubilized lipids were separated from insoluble material by centrifugation, dried, and weighed. The chloroform-methanol-insoluble material was dried, weighed, and treated overnight at 37 C with phosphate-buffered saline (PBS, pH 7.5) containing trypsin (0.1 mg/ml). The trypsin-treated material was centrifuged for 10 min at 12,100 X g and washed three times with PBS and three times with distilled water. After the pellet was lyophilized and weighed, the material was treated twice at 170 C with formamide. After each treatment, the insoluble material was collected by centriugation for 30 min at 34,800 X g. For final gravimetric analysis, the formamide-insoluble material was washed three times with PBS and three times with distilled water, resuspended in distilled water, and transferred quantitatively to tared weighing vessels for gravimetric analysis.
The dry weight of each pellet obtained in the procedure may be seen in Table 1 . The amount of formamide-insoluble material found in the enterococcal L-form was less than 1 % of the dry weight compared to 6 to 9% found in the S. pyogenes L-form (4).
In the experiments shown in Table 1 purify any existing murein. However, the formamide-insoluble material was soluble in hot phenol. These additional results suggest that murein is lacking from the L-form of S. faecium
F24.
The analyses presented in this report were carried out to determine whether this enterococcal L-form contained murein. Although a formamide-insoluble material was found, it did not fit the usual criteria for murein (mucopeptide), as given by Rogers and Perkins (7). Thus, the experiments shown in this report characterize the S. faecium strain F24 L-form as devoid of murein. These observations are important because the enterococcal L-form used in this study is the only L-form presently known to contain a large deletion in the genome after being subcultured under relatively nonselective conditions (3). 
